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DECLARATION OF DR. VA SSILIOS PAPADQPQULOS TINDER 37 C-fr R. S i.m 

IN SUPPORT OF PATENTABILITY 

I> Dr. Vassilios Papadopoulos, being duly cautioned, declare as follows: 

I am a professor of cell biology, pharmacology and neuroscience in the departmentfof 

Pharmacology & Neurosciences at Georgetown University Medical Center 

I have been a professor at Georgetown University Medical Center since 1988. 

I have overseen and been in direct control of recent experimentation involving the 

inhibition of Cortisol production in human adrenal tumor cells. 

The results of a study conducted at Georgetown University Medical Center and released 
in May 2000, show that a combination of procaine, zinc sulfate heptahydrate and ascorbic 
acid has a Cortisol inhibition effect that is more elevated than the Cortisol inhibition efiect 
of each ingredient administered separately (a synergistic effect). The combination of 
proca i ne, zinc sulfate heptahydrate and ascorbic acid lead to a clear and extremely 
significant Cortisol inhibition. 
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The results obtained from the above-mentioned study were unexpected results. 

A copy of the test methodology employed in the above-mentioned study is attached 

Exhibit A. 
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All statements made of my own knowledge are true and all statements made on 
information and belief are believed to be true. 

I have been warned that willftd felse statements and the like are punishable by fine or 
imprisonment, or both (18 ILS.C. 1001) and may jeopardize the validity of the 
application or any patent issuing theieon- 
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Methods: 

Ceil culture - The H-295R human adrenal carcinoma cells used were a gift from Dr. 
W.E. Rainey (University of Texas Southwestern Medical Center, Dallas, TX), The 
eel s were maintained in Dulbecco's Modified Eagle's/Ham's F-12 media supplemented 
witi ITS plus [insulin (1 fig/ml), transferrin (1 fig/ml), selenium (1 ng/ml), linoleic 
acii (1 jig/ml), and BSA (1.25 mg/ml)], and 2.5% Nuserum (type I) as described 
For experiments H-295R cells cultured in 48 well culture dishes (Costar, 
Co: ning, NY) were treated for 48 hours with the indicated amounts of the compounds. 
At %% hours, 1 mM of the cAMP hydrosoluble analogue dibutyrylcAMP (dbcAMP) was 
added for another 48 hours. In separate experiments, after the initial 48 hour treatment 
the cells were washed and then incubated with fresh materials including 1 mM 
dbcAMP. No significant differences between these two experimental protocols could 
seen. At the end of the treatment the media were saved for Cortisol measurement. 
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Celts were treated with 0. 1 M sodium hydroxide for protein determination. 

Assiys - Cortisol levels, as an index of steroid production by these cells (1,2), were 
injured in the culture media by radioimmunoassay using conditions provided by the 
supplier of the antisera (ICN, Costa Mesa, CA). Microgram amounts of protein were 
quantified by the dye-binding assay of Bradford (3) with gamma-globulin as standard. 

Statistics - Four independent experiments were performed. Each experiment was 
per brmed in triplicates. Results were expressed as the means _+ S.D, Statistical 
ana ysis was performed by ANOVA followed by die Student-Newman-Keids test or the 
Dwwett multiple comparisons test using the Instat (v.2.04) package from GraphPad, 
Inc] (San Diego, CA). 
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